Two field isolates of Rhizoctonia solani were isolated from infected paddy plants in Malaysia. These isolates were verified via ITSrDNA analysis that yielded ∼720 bp products of the ITS1-5.8S-ITS4 region, respectively. The sequenced products showed insertion and substitution incidences which may result in strain diversity and possible variation in disease severity. These strains showed some regional and host-specific relatedness via Maximum Likelihood and further phylogenetic analysis via Maximum Parsimony showed that these strains were closely related to R. solani AG1-1A (with 99-100% identity). Subsequent to strain verification and analysis, these isolates were used in the screening of twenty rice varieties for tolerance or resistance to sheath blight via mycelial plug method where both isolates (1801 and 1802) showed resistance or moderate resistance to Teqing, TETEP, and Jasmine 85. Isolate 1802 was more virulent based on the disease severity index values. This study also showed that the mycelial plug techniques were efficient in providing uniform inoculum and humidity for screening. In addition this study shows that the disease severity index is a better mode of scoring for resistance compared to lesion length. These findings will provide a solid basis for our future breeding and screening activities at the institution.
Introduction
Rhizoctonia solani Kühn (teleomorph: Thanatephorus cucumeris (Frank) Donk) is a soil-borne pathogen that causes a wide variety of diseases in economically important crop species. The genus Rhizoctonia in the anamorphic classification is divided into 3 main group forms: multinucleate Rhizoctonia (teleomorphs: Thanatephorus and Waitea), binucleate Rhizoctonia (teleomorphs: Ceratobasidium and Tulasnella), and uninucleate Rhizoctonia (teleomorph: Ceratobasidium) [1, 2] . Rhizoctonia solani, a member of the multinucleate Rhizoctonia group [3] , is a genetically diverse causal agent of rice sheath blight in many developing countries. This organism has resulted in major constraint of rice production over the past two decades [4, 5] . The anastomosis group AG 1 and the subgroup IA have been implicated in causing infections in rice [6] [7] [8] .
R. solani can be divided into 13 anastomosis groups (AGs) based on hyphal anastomosis reaction [9] . Some AGs of R. solani have been further divided into subgroups based on cultural morphology, host range, virulence, and molecular techniques [10] . Isolates within the same AG, or within the same subgroup, may have similar characteristics, such as host preference and disease symptoms. Currently the AG groups of Rhizoctonia solani have been further divided into subgroups AG 1, AG 2, AG 3, AG 4, AG 5, AG 6, AG 7, AG 8, AG 9, AG 10, AG 11, AG 12, and AG 13 based on various features [11, 12] . As of recent, it has become increasingly 2 BioMed Research International common to designate anastomosis groups through molecular approach.
Most available molecular techniques are based on the detection and typing of genomic polymorphisms at several levels. Sequencing of ribosomal DNA (rDNA) has been widely employed in recent years to reconstruct phylogenetic relationships between different organisms at the genus level [13, 14] . Techniques in molecular biology have contributed to determining genetic diversity and taxonomic classification within fungal species [15, 16] . Currently, rDNA internal transcribed spacer region ((ITS) composed of ITS1, 5.8S, and ITS2 regions) sequence information offers the most accurate method of establishing the taxonomic and phylogenetic relationships for Rhizoctonia spp. [2, 8] . Sequence analysis of the genomic regions encoding the ITS-rDNA is convenient for AG determination and has become increasingly common with the accumulation of sequences from different isolates in databases [17, 18] . Both within and between the various AGs, ITS-rDNA sequencing has been used to analyze the genetic diversity of R. solani. The phylogenetic relationships of a number of fungi, including phytopathogenic fungi, have been studied through the rDNA sequences. In a previous study of R. solani, ITS-rDNA regions and rRNA genes were analyzed by a combination of PCR-amplification and RFLP. This study revealed a genetic divergence within AG-1 or AG-2 [19, 20] based on patterns of ITS-rDNA variation and characterized the evolutionary relationships among AGs based on DNA polymorphism in the 18s and 28s rRNA gene regions [8, 21] .
Modulating control of diseases caused by this phytopathogen requires a better understanding of the organism. Blight causes up to a 50% decrease in the rice yield every year under favourable conditions worldwide [22] [23] [24] . In Eastern Asia, it affects approximately 15 to 20 million ha of irrigated rice and causes yield losses of up to 6 million tons of rice per year [23] . The initial symptoms of this disease include lesions on the sheaths of lower leaves at late tillering or early internode elongation growth stages and may coalesce to encompass the entire leaf sheath and stem [6, 25, 26] . Thus far, only partial resistance to rice sheath blight has been identified, as seen with the screening of thousands of rice cultivars from various rice growing regions that yielded no cultivar exhibiting resistance [4, 12] .
According to Eizenga et al. [27] , the wild Oryza species which are closely related to cultivated rice are a potential source of important traits including new resistance genes to fight pests like sheath blight and blast diseases. Some examples of wild varieties that have been used in transferring resistance to cultivated rice through backcrossing are O. minuta J.S. Presl. ex C.B. Presl. and O. officinalis Wall ex Watt [28] . Other researchers have shown that Oryza spp. P346356, O. nivara P560409, O. rufipogon P590420, and O. barthi 1237987 were highly susceptible to R. solani infections while Jasmine 85 P1595927, O. officinalis IRGC105979, and O. meridionalis IRGC105306 were reported to be moderately resistant [29] . In this research, we included two of our own ABQTL lines (UKMRC2 and UKMRC9) and MR219 (a local cultivated rice variety) in our screening studies to identify potential donor lines. UKMRC2 and UKMRC9 were generated from a backcross between Oryza rufipogon, a wild rice and MR219.
In this study the ITS-rDNA region of two strains of Malaysian isolates of Rhizoctonia solani (1802/KB and 1801/UPM) recovered from two different local rice fields were sequenced to determine genetic diversity between the isolates. Following molecular characterization, these isolates were used in screening twenty varieties of local as well as international rice varieties that have been reported to show resistance against various rice diseases using the mycelial plug technique. The effectiveness of these techniques for screening experiments was tested. Two scoring techniques were also compared to verify techniques that truly represented the resistance of the varietal analysis. Varieties identified with some level of resistance or tolerance to Rhizoctonia solani isolates used in this study will be selected for use as donors in our breeding program.
Materials and Methods

Preparation of Rhizoctonia solani Culture and Their
Maintenance. Two strains of R. solani isolates (strain 1801/UPM (accession number: KF312464) and strain 1802/KB (accession number: KF312465)) were collected and maintained on potato dextrose agar (PDA) at −80 ∘ C for long-term storage. Short-term cultures for immediate use were maintained at 4 ∘ C. These isolates were obtained from diseased rice tissues from paddy fields in Malaysia.
Molecular Characterization of Malaysian
Isolates of Rhizoctonia solani DNA Extraction. Fresh R. solani cultures were used for subculturing in solid and liquid media. A 5 mm plug of mycelium was obtained from PDA plates and inoculated aseptically into potato dextrose broth (PDB). These cultures were maintained at 28 ∘ C for seven (7) days with agitation at 150 rpm [33] . The mycelial mat was harvested by funnel filtration, dried, and finely macerated in liquid nitrogen using micropestle. The macerated tissue was then used as source for DNA extraction. Genomic DNA of 1801/UPM and 1802/KB was extracted using DNeasy Plant Mini Kit (Qiagen, USA).
Amplification of rDNA-ITS Region.
Internal transcribed spacer 1 (ITS1) and ITS2 regions, including the ribosomal 5.8S RNA gene, were amplified as one amplicon using specific primer pairs ( [34] . Amplification was performed in a thermal cycler (Mastercycler; Eppendorf) using the following program: initial denaturation at 94 ∘ C for 5 min, followed by 34 cycles of denaturing at 94 ∘ C for 30 s, annealing at 58 ∘ C for 30 s and extension at 72 ∘ C for 1 min, and a final extension at 72 ∘ C for 10 min. As for 1801/UPM strain, the PCR mixture prepared was amplified using 4 min at 94 ∘ C, followed by 35 cycles of 1 min at 94 ∘ C, 1 min at 65 ∘ C, and 2 min at 72 ∘ C. The reaction was completed with a 5 min extension step. ITS 1  TCC GTA GGT GAA CCT GCG G  F  600-750  ITS 4  TCC TCC GTT ATT GAT ATG C  R   2   c   ITS 1  TCC GTA GGT GAA CCT GCG G  F  550  GMRS-3 AGT GGA ACC AAG CAT AAC ACT R 
ITS-rDNA Nucleotide Sequence
Comparisons. The DNA sequence alignment of the isolates was generated via Multalin in order to observe any sequence variations. Identification to anastomosis groups was conducted based on comparison of 5.8S and ITS2 rDNA sequence similarity of more than 96% with other strain sequences of R. solani in the GenBank database [8] representing different anastomosis groups. The sequence data obtained from the sequencing process above was served as the query sequence and compared against all Rhizoctonia sp sequences using BLAST search available at http://www.ncbi.nlm.nih.gov. Additional reference sequences of 43 isolates from known AG groups worldwide were retrieved from GenBank database. Multiple sequence alignments for homology search and phylogenetic analysis of downloaded sequences were performed using MEGA5.2 software (http://www.megasoftware .net/). In the Maximum Likelihood method for evaluating the fit of substitution models to the data, MEGA 5.2 automatically inferred the evolutionary tree by the NeighborJoining (NJ) algorithm using a matrix of pairwise distances estimated under the Tamura and Nei (1993) model for nucleotide sequences [2, 16, 35, 36] although there were five other nested models for DNA sequence analysis (Hasegawa-Kishino-Yano, Tamura three-parameter, Kimura two-parameter, Tajima-Nei, and Jukes-Cantor). The automatic option was used as trees are rarely known a priori.
A total of 68 sequences were used in the Maximum Likelihood analysis. The bootstrap consensus tree inferred from 1000 replicates [37] is taken to represent the evolutionary history of the taxa analyzed [37] . Branches corresponding to partitions reproduced in less than 50% bootstrap replicates are collapsed. Initial tree(s) for the heuristic search were obtained automatically by applying Neighbor-Join and BioNJ algorithms to a matrix of pairwise distances estimated using the Maximum Composite Likelihood (MCL) approach and then selecting the topology with superior log likelihood value. Codon positions included were 1st + 2nd + 3rd + Noncoding.
All positions containing gaps and missing data were eliminated. There were a total of 539 positions in the final dataset.
The Maximum Parsimony tree was obtained using the Subtree-Pruning-Regrafting (SPR) algorithm (page 126 in [21] ) with search level 1 in which the initial trees were obtained by the random addition of sequences (10 replicates). The analysis involved 45 nucleotide sequences inclusive of our two sequences. All positions containing gaps and missing data were eliminated. There were a total of 351 positions in the final dataset. The bootstrap consensus tree inferred from 1000 replicates is taken to represent the evolutionary history of the taxa analyzed [37] . The percentage of replicate trees in which the associated taxa clustered together in the bootstrap test (1000 replicates) is shown in the branches [37] .
Screening for Sheath Blight Disease
Paddy Cultivation. Twenty rice varieties, four local (MR219, MAHSURI, UKMRC2, and UKMRC9), and sixteen (IR8, IR20, TETEP, Teqing, IR24, IR36, IR64, Jasmine 85, C4-113, ADT 36, ADT 38, ADT 39, IR39-14, IR50, and TOX 2104-2-1) international varieties were selected for this study. Dormancy of these seeds was broken at 40 ∘ C for two days. The seeds were then germinated at 28 ∘ C with 16 hours day 8 hours night cycle in white light. The environment was kept aseptic to ensure that the seedlings were disease-and contaminant-free before transplantation into pots. Five days later, the germinated seeds were transferred into pots containing loam soil that was added with fertilizers.
Rhizoctonia solani Inoculum Preparation.
Both the Rhizoctonia isolates R. solani 1801/UPM and R. solani 1802/KB mycelia or sclerotia were subcultured onto potato dextrose agar (PDA) and grown at room temperature (22 to 24 ∘ C) under continuous light. These cultures were used to prepare mycelial plugs from 3-day-old cultures [26] .
Method of Infection.
Rice plants at late tillering stage (10 week old plants) were inoculated with R. solani by placing mycelial plugs beneath the leaf sheath. The inoculated sheath was covered immediately with aluminum foil. When typical lesions appeared at day 3, the aluminum foil was removed and the infected plants were left in a surrounding that was maintained at 80-100% humidity. Plants were grown in ∼30-32 ∘ C under natural light in standard greenhouse conditions [26] . Table 2 ). The index of disease susceptibility was calculated as follows: susceptibility index = (5 5 + 4 + 3 3 + 2 2 + 1 1 + 0 0 )/5 × 100, where is the number of leaves in each degree (0 to 5) and is the number of total leaves investigated in a culm [26] . All lesions from a culm were added together to give a total lesion length for each culm. Three replications were used for each cultivar. The analysis of variance of the susceptibility index and the lesion length caused by R. solani was performed using SAS (version 6.12) (http://www.sas.com). Separation of cultivar means for both susceptibility index and lesion length was performed using Duncan's multiple range tests.
Results
Symptoms Evaluation of Isolates.
The disease symptoms of both isolates of Rhizoctonia spp are displayed here on two Malaysian rice varieties, MR219 (developed by the Malaysia Agricultural Research and Development Institute), a widely cultivated rice variety and UKMRC9, an ABQTL derived rice variety produced through a cross generated between MR219 and Oryza rufipogon at Universiti Kebangsaan Malaysia. Figure 1 displays the differences in disease symptoms shown by both varieties where the symptoms were more severe in MR219 compared to UKMRC9. More prominent blight symptoms were observed in strain 1802/KB compared to strain 1801/UPM.
ITS-rDNA Analysis of the R. solani Isolates.
The 1801/UPM isolate was amplified using the primer pairs as in Table 1 . Primer pairs ITS1/GMRS3 and ITS1/ITS4 successfully amplified the ITS region of this strain. An Figure 2(b) ). This is in line with the predicted size of amplicons expected with either primer pairs. However, the ITS1/GMRS3 primer pair was less consistent at producing results (Supplementary File, Figure  1 ). This could be due to the GMRS3 primer being derived from ITS2, where the ITS2 combination rendered no results in our study. The sequence derived from the use of ITS1/ITS4 was used in all further analyses. BioMed Research International the query showing maximum hit identity of 98-99%. The Rhizoctonia strains that are highly identical to 1801/UPM were mostly from China, Vietnam, India, and Japan and were obtained from paddy and maize tissues (Table 3 (a)).
Sequencing and Data
The sequences were compared and variations were observed between the two isolates. ITS sequences are known to result in variation within a single strain of R. solani. The sequence heterogeneity is believed to be caused by insertion or base substitution within the ITS region. This can be easily detected by PCR amplification as the ITS sequences of the amplified total rDNA population present. Figure 2(c) shows the multiple insertion and substitution incidences that have occurred in the sequences of strain 1801/UPM and 1802/KB.
Similarly the consensus sequence of strain 1802/KB was also blasted against all nucleotide sequences in GenBank, and out of the 99 blast hit there were four subject sequences with maximum hit identity at 100% with the E-value of 0.0. The strain was highly identical to Thanatephorus cucumeris from China (FJ515881.1 and JF429710.1) and Rhizoctonia solani from India (JF701746.1) and the United States (JQ410052.1) ( Table 3( 
The results of the multiple alignment data generated were used to build the phylogenetic relationship between our isolates and those downloaded from NCBI. In this study a Maximum Likelihood analysis was conducted on 68 sequences of Rhizoctonia solani and teleomorph Thanatephorus cucumeris that were isolated fromrelated host (Figure 3) . The MEGA 5.2 program was used to derive this tree where the trees were automatically generated using the Tamura-Nei model [38] . However in addition to the automatically generated tree the Juke Cantor Model was also used to generate a tree as this model too has been widely used in evolutionary studies of microorganisms. Both trees were compared and show the same distribution with slight variation in distance. However, we chose the Tamura-Nei model for its robustness and suitability in substitution analysis involving nucleotide sequences [16, 36, 39] .
From the Maximum Likelihood tree constructed, both strains (1801/UPM and 1802/KB) were clustered under the same clade with other Rhizoctonia species and Thanatephorus species recovered from the Asian region with sequence identity that ranged from 98% to 100% (Figure 3) . The downloaded ITS-rDNA sequence of R. solani and T. cucumeris recovered from these geographical regions are very much conserved. Besides being confined geographically to the Asian region, these strains were mostly derived from cereal crops such as paddy and maize. Even though our isolates have been clustered into different clades, both are still clustered together with isolates from the AG1-1A anastomosis group (strains cross-referenced with information inphylota.net). Their separation may be due to the difference due to geographical separation.
Additional 43 sequences representing 12 anastomosis groups (AG) with multiple sequences for each group were analyzed together with strains 1801/UPM and 1802/KB via Maximum Parsimony (Figure 4 ). Figure 4 shows that the separation may be due to the subgrouping where AGs generally form a distinct cluster. According to Ogoshi [40] and Sneh et al. [1] , members of an AG often share certain pathogenic characteristics such as virulence and homogenous host-specific groups [41, 42] . The details of the downloaded sequences were generally incomplete. From the analysis, the red box shows strong evidence that our R. solani isolates are most likely closely related to AG 1-1A compared to AG 1-1B. It has also been reported that AG 1-1A are likely to be pathogenic to rice [6] [7] [8] . It also appears that AG 1, AG 2, and AG 8 have been segregated out as there is branching of these anastomosis groups as observed in Figure 4 . Figure 4 shows that AG 2 has evolved from the AG 3 and AG 8. It is known that these AGs are identified as being associated with the important cash and cereal crop disease. This result concurs with the findings of Pung et al. [43] . AG 8 has been clustered within the AG 6. The NCBI information of submitted sequences show that these AGs originated from the same country. Meanwhile, the AG 1-1A (gb|44054688) shows some relatedness with AG 4 and AG 5 where these AGs infect cereal crops. Due to the host specificity of AGs it is likely that crops that are closely related like cereals may have related AG groupings. The subgroups of AGs may also cause different disease symptoms and be more dominant in certain plant species than others. This also could very well lead them to be clustered into different clades and a more widespread collection could be used to reveal deeper variations. It is therefore important to determine which AG is present in the field in order to manage the diseases properly [4] .
Screening for Sheath Blight Disease.
As the main objective for this research is to identify rice varieties that exhibit resistance or moderate resistance to R. solani, therefore it is important to select a quick, efficient, and consistent method for inoculation and screening for sheath blight in rice. In addition due to the fluctuation in temperatures (34) (35) (36) (37) (38) (39) (40) (41) (42) ∘ C) and humidity (80-100%) levels within the greenhouses, it is essential to select a method that would be reproducible amidst such variation in the environment. In this study, the method described by Park et al. [26] was used as it provides uniformity in inoculum size as mycelium plugs were used on all plants and 100% infection rate was achieved by covering the inoculated sheaths with aluminum foil. The foil retained the saturated humidity necessary for uniform and consistent infections which technically reduced the variation in disease development. The combination provided the reproducible infection necessary for performing the disease assays. The rapid and uniform infection of host tissues in this assay is critical for quantitative analysis of sheath blight resistance at molecular, biochemical, and genetical levels. Tables 4 and 5 show the correlation between the average total lesion and severity index by strains 1801/UPM and 1802/KB. According to the results in both tables, the average total lesion produced by Rhizoctonia solani 1801/UPM and 1802/KB are positively correlated with a significance of 0.000 and may influence disease severity index [ (18) = 0.998 < 0.001 for strain 1801 and (18) = 0.996 < 0.001 for strain 1802]. Tables 6 and 7 provide the disease extent, scoring scale, and type of resistance/susceptibility exhibited by the 20 cultivars screened in this experiment for strains 1801/UPM and 1802/KB, respectively. Table 6 shows that variety TETEP, Jasmine 85, and Teqing were resistant to strain 1801/UPM while UKMRC9, IR8, MAHSURI, ADT 39, and TOX 2104-2-1 were moderately resistant to this strain. The most susceptible variety against 1801/UPM is IR20. When strain 1802/KB was used against the same varieties, only three were moderately resistant, that is, Teqing, TETEP, and Jasmine 85 ( Table 7) . The previously moderately resistant varieties were now either moderately susceptible or susceptible to this strain. This therefore indicates that strain 1802/KB is more virulent based on the disease severity values determined in this study. The two disease severity rating systems are shown graphically for both lesion length ( Figure 5 ) and disease susceptibility index ( Figure 6 ) across each leaf position above the inoculation point for the top eight cultivars based on the scores from Tables 6 and 7. The effect of cultivar was significant for both lesion length and susceptibility index ( < 0.001). Although both methods of measuring severity of sheath blight produced the same general trends (Figures 5 and  6 ), the susceptibility index was clearer and more consistent across all leaf positions within and across cultivars (Figures 5  and 6 ).
Disease severity ratings using lesion length and susceptibility index were highly correlated (Tables 4 and 5) , with notable differences. One such difference was the lesion length for TETEP which was larger than most other cultivars ( Figure 5 ) but showed a disease susceptibility index that was lower than other cultivars ( Figure 6 ) [1, 35] . Similar results were also observed in Jasmine 85 where the lesion lengths were long but its susceptibility index was low.
Disease severity decreased as distance from the source of inoculum increased. When the infected cultivars were ranked, using either total lesion length or disease susceptibility index (Table 8) , the susceptibility index rankings were more consistent with the published reports than the lesion length measurements [39, 44] . The susceptibility index also provided a clean differentiation of cultivars based on mean separation (Table 8 and Figure 6 ).
Discussion
Symptoms Evaluation of Isolates.
The strains showed different disease severity on MR219 (susceptible rice variety) and UKMRC9 (moderately resistant variety) where strain 1802/KB was more virulent. When both strains were tested on the twenty rice varieties, similar results were obtained where the symptoms were more severe in 1802/KB inoculated samples compared to strain 1801/UPM.
ITS-rDNA Analysis of the R. solani
Isolates. Analysis of nuclear rDNA genes, particularly in the internal transcribed spacer (ITS) regions, is good target for determining MR * Scored on a scale of 1-5. * * Scored on scale of 1-9 under the standard system evaluation for rice. * * * HS: highly susceptible; S: susceptible; MS: moderately susceptible; MR: moderately resistant; R: resistant; HR: highly resistant. * * * * RB: rice blast; BB: bacterial blight; RT: rice tungro; ShB: sheath blight; BLB: bacterial leaf blight and RS: rice stripe.
interspecies variations and phylogenetic analysis of fungal species [5, 22] . The rDNA region contains both variable and conserved regions allowing the comparison and discrimination of organisms at different taxonomic level. The internal transcribed spacers (ITS 1 and ITS 2) of 5.8S rRNA gene evolve relatively quickly and can be useful in determining interspecies variations and phylogenetic evolution. Fang et al. [46] have demonstrated previously that grouping of ITS sequences of Rhizoctonia isolates supports the AG grouping of Rhizoctonia isolates based on classical hyphal anastomosis reactions. This study confirms that molecular analysis based on the ITS sequences is appropriate for evaluating genetic diversity and characterizing potential AG groups of Rhizoctonia isolates. Each AG seems to be genetically independent from all others [26, 47] as seen in Figure 4 where AG 1, AG 2, AG 3, AG 4, AG 5, AG 6, AG 7, AG 8, AG 9, AG 10, and AG 11 were clustered into different subgroups.
In determining the phylactic lineages of strain 1801/UPM and 1802/KB, several primer sets were used to amplify the 5.8 rRNA gene regions. The ITS1 and ITS4 primers were used in the amplification of R. solani strain 1801/UPM and 1802/KB. The amplified product size is within the range reported by Johansson et al. [32] and Pannecoucque et al. [31] of between 600 and 750 bp. According to Pascual et al. [30] and Pannecoucque et al. [31] , the total length of the ITS regions is expected to vary according to the primer pairs used.
When the sequences of strains 1801/UPM and 1802/KB were aligned, incidences of insertions and substitution were noted within the sequences. As R. solani is known to be multinucleate [1] , the heterogeneity could also be due to chromosome variation present in different nuclei within the same strain. It is also possible that the insertion or substitution occurred in some of the approximately 200 copies [22] of the ITS sequence on the same chromosome, Mean with different letters displayed in the same column are significant different in the probability of 95 % ( < 0.05).
or that the same nucleus has different rDNAs on different chromosomes.
Phylogenetic Analysis.
Based on the substitution incidences observed in our sequences, the Tamura and Nei (1993) model seems biologically most plausible as it uses Gamma distribution that results in continuous distribution in which every site may have a different rate change as opposed to fraction site changes at one rate or invariably especially for rapidly evolving groups of organisms such as microbes [16, 19] . The phylogenetic analysis of our two isolates against the 66 sequences downloaded from NCBI showed that our strains were highly identical (98-100%) to other regionally related isolates (Asia) and certain R. solani
and Thanatephorus cucumeris from United States (100%), United Kingdom (99%), Switzerland (99%), and Colombia (99%). Linde et al. [48] reported that the gene flow of R. solani genotype is usually within a distance of 280 metres.
From our phylactic studies however we find that the gene flow may have gone beyond this restriction on distance [48] where high levels of identity in isolates were observed at sequence level for isolates within the region and beyond. We believe that the gene flow of the isolates may have been assisted by trade relations within the region [7] . Since Malaysia imports and exports certain grains to and from these countries, it is possible that the pathogen was present in these sources and survived for some time until they found favourable conditions and regenerated and thus contributed to the gene flow of R. solani genotypes [7] . Besides the gene flow by R. solani genotypes, hostrelatedness may also be another contributing factor (rice and maize). Butler [49] stated that AGs appear to be plant host specific. Therefore, it becomes easier for the divergence of populations through selection of specific host plants. The extent of differentiation and specialization of R. solani AG populations is probably dependent on the degree of relatedness of their hosts of origin as seen from our results where our isolates were closely related to AG 1-1A that was reported to be the anastomosis group involved in rice infections [1] . The divergence can also be generated through the selection imposed by different environmental factors such as the cropping system [50] or divergence through nondescendent. determine which method produced the most accurate disease severity data scoring among twenty cultivars [17, 51] . The first method measured total lesion length and the second method used the disease susceptibility index.
Screening for Sheath Blight
From the data collected we were able to conclude that the susceptibility index is more consistent and a better way of evaluating the disease severity in rice. One contributing factor to the variation observed between lesion length and disease severity index lies in the plant architecture. Plant architecture of the twenty cultivars used in this study varied in height, leaf width, and length. As a result, the disease susceptibility index is a more accurate measure of disease severity as it is not skewed by cultivar differences in plant architecture as are direct measurements of lesion length. One weakness seen in lesion length measurement is that it does not take into account the width of the lesion. If a lesion is long but narrow, it may not result in severe disease effect as solutes may still move across the tissue while a short wide lesion may result in obstruction of solute flow and therefore result in more severe disease symptoms.
Researchers have also discovered that the same cultivar can vary in disease severity index due to environmental effects. This is why a screening method that is stable and reproducible is emphasized. It is important to establish a method that is reproducible in any research facility that may even have limited resources in form of facilities and capabilities.
The selection of resistant cultivars is the most economically and environmentally beneficial way of reducing losses to sheath blight in rice. As it is important for us to use all our field isolates in screening for resistance, we isolated and conducted molecular characterization on our field isolates before selecting two distinct strains to use in the screening experiments. Cultural control methods [6] are insufficient and the use of fungicides [52] may not be economically or environmentally sustainable. Transformation of rice cultivars with defense genes has provided only partial resistance [20] . To achieve selection of candidate cultivars for breeding programs, a uniform and effective infection and accurate evaluation method is required for detailed genetic, molecular, biochemical, and functional genomics analyses for measuring quantitative differences in sheath blight resistance among rice breeding lines, mutants, and transgenic plants. Most researchers have used methods that have been reported in Jia et al. [53] . However here we have used a simple inoculation method that produced stable, consistent, and reproducible infections in inoculated tissues. The lesion length and susceptibility index values were observed and the results weighed the susceptibility values as more consistent. The overall outcome of this research are the molecular characterization of our R. solani field isolates, the identification of Teqing, Tetep and Jasmine 85 as possible donor candidates for our breeding program, the consistency of fungal plug inoculation system for use in the screening experiments, and the selection of the susceptibility index as a more valid measure of disease severity compared to lesion length in disease scoring. These findings will provide a solid basis for our future breeding and screening activities at the institution.
